PET-43.1 EK/LIC Vector TB318 01/02

pET-43.1 EK/LIC sequence landmarks

The pET-43.1 EK/LIC vector is prepared for rapid, directional cloning of PCR-amplified DNA for
high-level expression of polypeptides fused with N-terminal NuseTag™, HiseTag® and SeTag™ se-
quences. Using specifically designed primers for amplification and the pET-43.1 Ek/LIC Vector Kit
(Cat. No. 71072-3), inserts can be efficiently cloned without the need for restriction digestion or lig-
ation. Unique sites are shown on the circle map. Note that the sequence is numbered by the

T7 promoter 2410-2426
T7 transcription start 2409
NuseTag coding sequence  854-2348
HiseTag coding sequence  821-838
SeTag coding sequence 767-811
Multiple cloning sites 699-530

pBR322 convention, so the T7 expression region is reversed on the circle map. The cloning/expres-
sion region of the coding strand transcribed by T7 RNA polymerase is shown below. The f1 origin
is oriented so that infection with helper phage will produce virions containing single stranded DNA
that corresponds to the coding strand. Therefore, single stranded sequencing should be performed
using the COLIDOWN primer (Cat. No. 70845-3). Vector encoded sequence can be completely re-
moved when cloning into the EK/LIC site (as shown below left) by cleaving the fusion protein with

(BseR I-Xho I) enterokinase.
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PET upstream primer #69214-3 T7 promoter > lac operator

AGCAACCGCACCTGTGGCGCCGGTGATGCCGGCCACGATGCGTCCGGCGTAGAGGATCGAGATCGATCTCGATCcCGCGAAATTAATACGACTCACTATAGGGGAATTGTGAGCGGATAACAAT
rbs _Nde | NuseTag

CCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGAGATATACATATGAACAAAGAAATTTTGGCT. 1356bp GCCGAACAGGGcATTGATGATCTGGCTGATATCGAAGGGTTGACCG
MetAsnLysGluIleLeuAla.. "448aa. ALaGLuGLnGL IleAspAspLeuAlaAspIleGluGlyLeuThrAsp

NuseTag Spe | His-Tag Sac Il S-Tag

NuseTag primer #70844-3

SeTag 18mer primer SeTag LIC site
#70828-3 > Small PshA | BseR | Sacl BamH|

GAAAAAGCCGGAGCACTGATTATGGCTGCCCGTAATATTTGCTGGTTCGGTGACGAAGCGACTAGTGGTTCTGGTCATCACCATCACCATCACTCCGCGGGTAAAGAAACCGCTGCTGCGAAAT
GluLysAslGlyAlaLeulleMetAlaAlaArgAsnIleCysTrpPheGlyAspGluAlathrSerGlySerGlyHisHisHisHisHisHisSerAlaGlyLysGluThrAlaAlaAlaLysP

GAACGCCAGCACATGGACTCGCCACCGCCAACTGGTCTGGTCCCCCGGGGCAGCGCGGGTTCTGGTACGATTGATGACGACGACAAGAGTCCGGGCTTCTCCTCAACGATATCTGAGCTCGTGGA
GLuArgGlnHisMetAspSerProProProThrGLyLeuVaLProAr%GleerAlaGlySerGLyThrILeAsEAsEAseAsELszerProGlyPheSerSerThrILeSerGLuLeuValA
thrombin enterokinase

Sse8387 | Eag |
EcoR| BsrGI __Ascl pst| Sall  Kpnl Hind Ill _ Not | Pml | HSV-Tag
CCGAATTCTGTACAGGCGCGCCTGCAGGACGTCGACGGTACCATCGATACGCGTTCGAAGCTTGCGGCCGCACAGCTGTATACACGTGCAAGCCAGCCAGAACTCGCTCCTGAAGACCCAGAGGA
ProAsnSerValGlnAlaArgLeuGlnAspValAspGlyThrIleAspThrArgSerLysLeuAlaAlaAlaGlnLeuTyrThrArgAlaSerGLlnProGluLeuAlaProGluAspProGLuAs

Xho | His-Tag Pac | Avr Il

CTCGAGCACCACCACCACCACCACTAATGTTAATTAAGTTGGGCGTTCCTAGGCTGATAAAACAGAATTTGCCTGGCGGCAGTAGCGCGGTGGTCCCACCTGACC}CATGCCGAACTCAGAAGTG
LeuGluHisHisHisHisHisHisEnd
COLIDOWN primer #70845-3

pET-43.1 Ek/LIC cloning/expression region
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PET-43.1 EK/LIC Restriction Sites

TB318 01/02

Enzyme # Sites Locations Enzyme # Sites Locations Enzyme # Sites Locations
Aatll 2 633 2208 Ddel 15 Sau3Al 42
Accl 4 580 627 1549 4801 Dpnl 42 Sau96l 20
Acil 99 Dral 3 6063 6755 6774 Scal 1 6160
Afllll 4 575 608 3167 5031 Dralll 1 7053 ScrFl 33
Ahdl 1 6641 Drdl 3 4724 5139 7008 SfaNI 23
Alul 27 Dsal 4 814 984 1423 2604 Sfcl 7 635 2314 2409 5296 5487
Alw26l 8 371 2864 3269 3395 3782 Eael 8 592 991 1093 1380 2475 6395 7272
4672 5798 6575 2607 3841 6248 SgrAl 2 1919 2486
Alwl 20 Eagl 1 592 Smal 1 M
AlwNI 1 5447 Earl 3 2785 4915 5842 Spel 1 848
Apal 1 3378 Ecl13611 1 670 Sphl 1 2642
Apall 4 3147 4845 5345 5969 Eco47Ill 2 2572 4285 Sse83871 1 639
Apol 7 466 654 788 2323 3442 Eco571 4 532 1846 5579 5975 Sspl 2 877 6845
6855 6866 EcoNI 1 2702 Stul 1 1148
Ascl 1 641 Eco0109! 3 53 2600 4037 Styl 4 57 483 1423 2119
Aval 2 530 739 EcoRlI 1 654 Tail 25
Avall 7 440 745 3719 4037 4316 EcoRIl 13 Tag! 28
6277 6499 EcoRV 3 677 931 1522 Tfil 4 3846 4081 4585 5006
Avrll 1 483 Ehel 4 2491 2512 2626 3808 Thal 52
BamHI 1 660 Faul 20 Tsel 28
Banl 10 620 1470 2489 2510 2624 Fnu4Hl 52 Tsp45l 10 859 1745 2132 3348 4470
3087 3806 3936 6688 7090 Fokl 14 4683 4778 6168 6379 7226
Banll 5 672 2551 2565 3378 7128 Fspl 1 6418 Tsp5091 23
Bbsl 5 538 1228 3313 3652 4149 Haell 15 TspRI 16
Bbvl 28 Haelll 31 Tth111l 1 4776
Begl 3 3493 4608 6103 Hgal 15 Vspl 4 2424 3852 3911 6466
Bell 2 1953 3181 Hhal 59 Xbal 1 2375
Bfal 10 70 484 849 2376 4010 Hincll 4 628 920 1315 3673 Xcml 3 3023 3539 3557
4045 5526 6448 6783 7204 Hindlll 1 599 Xhol 1 530
Bgll 1 6523 Hinfl 16 Xmnl 3 2271 4589 6041
Bglll 1 963 Hpal 1 3673
Bpml 4 3005 3494 4558 6572 Hphl 29 Enzymes that do not cut pET-43.1 Ek/LIC:
Bpu10l 1 4137 Kpnl 1 624 Aflll Bsu36l Fsel Munl Nhel Nsil  PinAl
Bpu1102I 2 80 1298 Maelll 22 Pmel Rsrll  SanDI SexAl Sfil  Sgfl  SnaBl
BsaAl 3 576 4783 7053 Mboll 25 Sril Sunl  Swal
BsaBI 3 2440 2450 4228 Miul 2 608 3167
BsaHI 9 200 630 2205 2490 2511 Mnll 29
2625 3124 3807 6101 Mscl 1 1095
Bsal 2 371 6575 Msel 33
BsaJl 17 Msll 11
Bsawl 8 2 1596 3486 3989 4220 MspA1l 13
5237 5384 6345 Mspl 42
BseRl 1 699 Mwol 47
Bsgl 4 1976 3018 3218 4191 Narl 4 2490 2511 2625 3807
BsiEl 10 595 1135 1273 1809 2190 Ncil 20
3952 4947 5371 6123 6272 Ncol 1 1423
BsiHKAI 11 Ndel 1 2337
Bsll 26 NgoAlV 2 2477 7154
BsmBI 2 3782 4672 Nialll 28
BsmFl 5 453 758 2628 4302 7268 Nlalv 25
Bsml 1 1007 Notl 1 592
Bsp12861 15 Nrul 3 1230 1655 2279
BspEl 2 2 4220 Nspl 4 2642 4376 4668 5035
BspLU11l 1 5031 NspV 2 604 2265
BspMI 1 1297 Pacl 1 503
BsrBI 6 249 1343 2396 4964 5798 PfIMI 2 778 2749
7197 Plel 12
BsrDI 6 1093 1474 3214 3580 6407 Pmll 1 576
6581 PshAl 1 701
BsrFl 9 1047 1403 1467 1919 2477 Psp14061 6 237 2829 4356 6039 6412
2486 2853 6556 7154 6838
BsrGl 1 648 Psp5ll 1 4037
Bsrl 29 Pstl 1 639
BssHIl 5 641 1567 1759 2248 3578 Pvul 3 1273 2190 6272
BssSI 4 665 1639 5204 5972 Pvull 4 586 3767 3860 4622
Bst11071 2 581 4802 Rcal 4 2565 5751 5800 5832
BstEll 1 3348 Rsal 8 622 650 721 976 2198
BstXI 3 2969 3098 3221 3314 4837 6160
BstYI 13 Sacl 1 672
Cac8l 52 Sacll 1 817
Clal 5 615 1524 1602 2190 2444 Sall 1 626
Cvidl 113 Sapl 1 4915

Novagen - oRDERING 800-526-7319 « TECHNICAL SUPPORT 800-207-0144



